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Pathomimetic avatars reveal divergent roles
of microenvironment in invasive transition
of ductal carcinoma in situ
Mansoureh Sameni1, Dora Cavallo-Medved1,2*, Omar E. Franco3,4, Anita Chalasani1, Kyungmin Ji1, Neha Aggarwal5,
Arulselvi Anbalagan1, Xuequn Chen5, Raymond R. Mattingly1,6, Simon W. Hayward3,4,7 and Bonnie F. Sloane1,2,6

Abstract
Background: The breast tumor microenvironment regulates progression of ductal carcinoma in situ (DCIS) to invasive
ductal carcinoma (IDC). However, it is unclear how interactions between breast epithelial and stromal cells can drive
this progression and whether there are reliable microenvironmental biomarkers to predict transition of DCIS to IDC.
Methods: We used xenograft mouse models and a 3D pathomimetic model termed mammary architecture and
microenvironment engineering (MAME) to study the interplay between human breast myoepithelial cells (MEPs) and
cancer-associated fibroblasts (CAFs) on DCIS progression.
Results: Our results show that MEPs suppress tumor formation by DCIS cells in vivo even in the presence of CAFs. In
the in vitro MAME model, MEPs reduce the size of 3D DCIS structures and their degradation of extracellular matrix. We
further show that the tumor-suppressive effects of MEPs on DCIS are linked to inhibition of urokinase plasminogen
activator (uPA)/urokinase plasminogen activator receptor (uPAR)-mediated proteolysis by plasminogen activator
inhibitor 1 (PAI-1) and that they can lessen the tumor-promoting effects of CAFs by attenuating interleukin 6 (IL-6)
signaling pathways.
Conclusions: Our studies using MAME are, to our knowledge, the first to demonstrate a divergent interplay between
MEPs and CAFs within the DCIS tumor microenvironment. We show that the tumor-suppressive actions of MEPs are
mediated by PAI-1, uPA and its receptor, uPAR, and are sustained even in the presence of the CAFs, which themselves
enhance DCIS tumorigenesis via IL-6 signaling. Identifying tumor microenvironmental regulators of DCIS progression
will be critical for defining a robust and predictive molecular signature for clinical use.
Keywords: Ductal carcinoma in situ, Myoepithelial cells, Fibroblasts, Tumor microenvironment, Proteolysis, 3D
pathomimetic model, Heterotypic xenografts, Urokinase plasminogen activator, Interleukin 6

Background
The breast cancer microenvironment is composed of epithelial tumor cells admixed with myoepithelial cells
(MEPs); stromal cells, including fibroblasts as well as vascular and immune cells; and extracellular matrix (ECM)
molecules [1–3]. Cross talk among breast epithelial and
stromal cells, along with changes in both their gene expression and enzymatic activities, has been shown to be a driver
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of disease progression [4–6]. Hence, efforts are focused on
targeting tumor-promoting factors of the breast microenvironment as an alternative therapeutic approach against
metastatic and treatment-resistant breast cancers [7–9].
In normal breast tissue, MEPs support and promote
differentiation and polarity of epithelial acinar structures
and aid in expelling milk from acini into adjoining epithelial ducts [2, 10]. MEPs produce the basement membrane
that separates the luminal epithelial cells from the surrounding ECM and exhibit a tumor-suppressive phenotype by inhibiting cell growth, invasion, and angiogenesis
[10, 11]. Loss of the protective role of MEPs in the breast
tumor microenvironment is correlated with the transition
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of ductal carcinoma in situ (DCIS) to invasive ductal
carcinoma (IDC), a key event in the progression of breast
cancer [12].
Cancer-associated fibroblasts (CAFs) have been shown
to play a significant role in promoting breast cancer
progression and metastasis through paracrine signaling
[13–15]. CAFs secrete high levels of growth factors, chemokines, cytokines, and proteases that enhance tumor
cell proliferation, angiogenesis, and invasion [16, 17]. In
both in vivo and in vitro studies of DCIS, CAFs have
been shown to induce an invasive DCIS phenotype in
parallel with an increase in matrix metalloprotease
(MMP)-14 expression and MMP-9 activity [18, 19]. We
have observed that DCIS cell proliferation, ECM proteolysis, migration, and invasion are increased in the
presence of normal fibroblasts induced to secrete hepatocyte growth factor (HGF) [20] and CAFs secreting
interleukin 6 (IL-6) [21]. Others have also demonstrated
a tumor-promoting role in breast and ovarian cancers
for IL-6 secreted from CAFs [22, 23]. Both direct and
indirect correlations between expression of IL-6 and upregulation of proteases involved in ECM degradation
(e.g., cathepsin B, MMPs, and urokinase plasminogen activator [uPA]) and invasion have been reported [21, 24–27].
We have recently shown that paracrine IL-6 signaling between DCIS cells and CAFs facilitates tumor cell growth
and migration in part through cathepsin B-mediated ECM
degradation [21].
One of the challenges in treating patients with DCIS is
the lack of reliable biomarkers that can predict transition
of DCIS to IDC. In vivo mouse models, such as subcutaneous and orthotopic approaches including intraductal
injection, have provided valuable tools to study DCIS
progression [19, 28, 29]. It is often difficult, however, to
delineate the complex molecular mechanisms that drive
the invasive transition of DCIS using only in vivo models.
In this respect, the advantage of heterotypic 3D in vitro
models is that they can be designed to examine the cross
talk between epithelial and stromal cells within the context of a defined microenvironment [30, 31]. Moreover,
3D in vitro models can be used to elucidate the role of
noncellular microenvironmental factors (e.g., ECM molecules, pH, oxygen, biomechanical forces) on disease progression [20, 32–37]. We have used a 3D in vitro system
for the study over time (4D) of breast cancer in the context of its microenvironment termed the mammary architecture and microenvironment engineering (MAME) model
[30]. Coculture of various cell types in these pathomimetic
avatars allows for recapitulation of in vivo architecture of
breast cancer tissue and serves as a tractable platform to
study and image cell-cell and cell-matrix interactions in
real time (4D).
In the present study, we used both MAME and
xenograft (orthotopic and subrenal capsule) models to
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examine the effects of MEPs and CAFs in regulating the
invasive transition of DCIS cells. Our data demonstrate
that the tumor-promoting effects of CAFs in vivo can be
diminished by the presence of MEPs. Using MAME
models, we further show that MEPs reduce the dysplastic
phenotype of DCIS cells and inhibit CAF-induced ECM
proteolysis and invasion by DCIS structures in vitro. Our
MAME data also suggest that MEPs suppress the invasive
transition of DCIS via increased plasminogen activator
inhibitor 1 (PAI-1) secretion. Moreover, the effects of
MEPs can supersede tumor-promoting CAFs by blocking
IL-6 signaling pathways.

Methods
Materials

Reconstituted basement membrane (rBM; Cultrex reduced growth factor) was purchased from Trevigen
(Gaithersburg, MD, USA). Dye-quenched collagen IV
(DQ-collagen IV), DQ-collagen I, Alexa Fluor 546 phalloidin, Hoechst 33342, SlowFade reagent, polyclonal
anti-p63 antibody, polyclonal cytokeratin 14 (CK14) antibody, fluorescein isothiocyanate-conjugated, affinitypurified donkey antimouse immunoglobulin G (IgG) and
normal donkey serum, normal goat serum, the LIVE/
DEAD® Viability/Cytotoxicity Kit, and SYBR® Green I were
purchased from Thermo Fisher Scientific (Waltham, MA,
USA). Lenti-RFP (red fluorescent protein [RFP]) and lentiYFP (yellow fluorescent protein [YFP]) were purchased
from Lentigen (Gaithersburg, MD, USA). PAI-1 protein
was obtained from EMD Chemicals (Gibbstown, NJ, USA).
Antihuman laminin-5 γ2-chain, domain III (EMD Millipore, Billerica, MA, USA) recognizes laminin-332 (laminin-5 in previous nomenclature) and its isoforms laminin3A32 (laminin-5A) and laminin-3B32 (laminin-5B). Recombinant plasminogen activator inhibitor 1 (rPAI-1) protein, mutated to increase its stability, was purchased from
EMD Millipore (Billerica, MA, USA). Polyclonal anti-uPA
and polyclonal anti-urokinase plasminogen activator receptor (anti-uPAR) antibodies were kind gifts from Dr. Gunilla
Hoyer-Hanson (Finsen Centre, Copenhagen, Denmark).
Monoclonal antibodies to uPAR (ATN-617) were kindly
provided by Dr. Andrew Mazar (Northwestern University,
Evanston, IL, USA). Human cytokine antibody arrays
(AAH-CYT-G5) were obtained from RayBiotech (Norcross, GA, USA). Human affinity-purified IL-6 neutralizing
antibody (nAb; AF-206-NA) was purchased from R&D
Systems (Minneapolis, MN, USA), and anti-glyceraldehyde
3-phosphate dehydrogenase (anti-GAPDH) was obtained
from EMD Millipore (Billerica, MA, USA). Monoclonal
anti-CD10 antibody was purchased from Abcam
(Cambridge, MA, USA). Acrylamide, nitrocellulose membranes, and protein assay reagents were obtained from
Bio-Rad Laboratories (Hercules, CA, USA). Prestained
protein markers and chemiluminescence immunoblotting
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detection kits were purchased from PerkinElmer (Boston,
MA, USA). HRP-labeled goat antirabbit and goat antimouse IgG were obtained from Pierce Biotechnology
(Rockford, IL, USA). Mammary epithelial basal medium
(MEBM) without phenol red and mammary epithelial
growth medium (MEGM) SingleQuots were purchased
from Lonza (Basel, Switzerland). HyClone FBS was obtained from GE Healthcare Life Sciences (Logan, UT,
USA). CB17/Icr/Hsdscid severe combined immunodeficiency (SCID) mice were purchased from Harlan Laboratories (Indianapolis, IN, USA). Masson’s Trichrome Stain
Kit, biotinylated streptavidin-HRP secondary antibody, and
3,3′-diaminobenzidine tetrahydrochloride were obtained
from Dako (Carpinteria, CA, USA). Human breast tissue
microarray (BR8011) from US Biomax (Rockville, MD,
USA). ImmPRESS™ antimouse IgG, normal horse serum,
ImmPACT™ NovaRED™ substrate, avidin-biotin complexHRP complex, and VectaMount mounting medium were
obtained from Vector Laboratories (Burlingame, CA,
USA). Sequencing grade modified trypsin was purchased
from Promega (Madison, WI, USA). The Dionex μprecolumn C18 reversed-phase cartridge and Acclain PepMap100 C18 reversed-phase analytical column were purchased from Thermo Fisher Scientific (Sunnyvale, CA,
USA). High-performance liquid chromatography (HPLC)
grade water and acetonitrile (Optima) were purchased
from Fisher Scientific (Pittsburgh, PA, USA). Bradford
protein assay kits were obtained from Thermo Fisher
Scientific. Bovine serum albumin, antibiotics, monoclonal
anti-α-smooth muscle actin (anti-αSMA), Triton X-100,
protease inhibitor cocktail, and all other chemicals, unless
otherwise stated, were purchased from Sigma-Aldrich
(St. Louis, MO, USA). Antihuman CK17 antibody, clone
E3, was purchased from Dako.
Cells and cell culture

MCF-10A human breast cell variants [38] and WS-12T
human breast fibroblasts [39] were originally established
at and obtained from the Michigan Cancer Foundation
(the institutional precursor to the Barbara Ann Karmanos
Cancer Institute, Detroit, MI, USA). SUM102 human
breast DCIS cells [40] and N1ME human breast MEPs
were kind gifts of Dr. S. Ethier (Medical University of
South Carolina, Charleston, SC, USA) and Dr. K. Polyak
(Dana-Farber Cancer Institute, Boston, MA, USA), respectively. MCF-10A human breast epithelial cells were
maintained in DMEM/F-12 supplemented with 5% horse
serum, 100 μg/ml insulin, and 5 ng/ml epidermal growth
factor [41]. MCF10.DCIS and SUM102 human breast
DCIS cells were maintained in DMEM/F-12 supplemented with 5% horse serum and in Ham’s F-12 media
supplemented with 10% FBS, respectively [20]. N1ME
MEPs, transduced with murine stem cell virus-purohuman telomerase reverse transcriptase and selected
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under 0.4 μg/ml puromycin, were maintained at low passage in MEGM without phenol red [19]. WS-12T CAFs
were maintained in DMEM-F-12 with 10% FBS [42]. For
3D MAME cultures, MEBM-phenol red free supplemented with MEGM was used. MCF10.DCIS and
SUM102 were transduced with lenti-RFP, and WS-12T
was transduced with lenti-YFP, to distinguish cell types in
3D cocultures. Cell lines were authenticated using the STR
PowerPlex 16 System (Promega) and routinely screened for
mycoplasma by microscopy (MycoFluor; Thermo Fisher
Scientific) and reverse transcription-polymerase chain reaction (LookOut; Sigma-Aldrich). Further characterization of
N1ME cells was performed by immunostaining and immunoblotting for basal markers αSMA, p63, CK14, CK17,
and CD10 (Additional file 1: Figure S1).
Tissue recombinant xenografts

In vivo experiments were performed with the approval
of the relevant institutional animal care and use committee. All procedures were reviewed and approved and conform to all local, state, and U.S. federal regulatory
standards. CB17/Icr/Hsdscid mice were used for xenograft
studies. MCF10.DCIS (2.0 × 105), N1ME (1.0 × 105), and
WS-12T (4 × 104) alone or in combination were mixed in
type I collagen, and, after overnight incubation at 37 °C,
they were grafted either under the renal capsule or orthotopically within the fourth inguinal mammary gland of
eight intact female SCID mice [43, 44]. The use of two
graft sites allows an internal assessment of consistency of
outcomes. The renal capsule site was chosen because of
its high level of vascularity and associated graft take rate,
whereas the orthotopic site has greater biological relevance. Internally consistent observations at both sites
strengthen confidence in the data generated. Surviving
host mice (n = 6–8) were killed after 8 weeks. The kidneys
were removed, and grafts were cut into halves and photographed before being processed for histology (hematoxylin
and eosin stain, Masson’s trichrome stain for collagen, and
laminin-332) and immunofluorescence (αSMA, p63, and
CK14). Tumors in the mammary gland were processed in
the same manner as the kidney grafts. Graft dimensions
were measured, and the tumor volume was calculated
using the formula volume = width × length × depth × π/6.
Preparation and imaging of live 3D MAME cultures

A seeding ratio of 5:2.5:1 of DCIS cells, MEPs, and
CAFs, respectively, was used for 3D MAME cultures.
Briefly, cells were seeded onto glass coverslips coated
with 50 μl of rBM, overlaid with 2% rBM, and grown for
periods ranging from 4 to 21 days. Optical sections
through the entire depth of the 3D structures were
acquired using a Zeiss LSM 510 Meta nonlinear optical (NLO) confocal microscope (Carl Zeiss Microscopy, Thornwood, NY, USA) with a water immersion
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objective and reconstructed in 3D using Volocity software (PerkinElmer). Volumes of 3D MAME structures
were quantified using Volocity software. Where indicated, 3D MAME cultures were modified as follows:
(1) CAFs were embedded in a layer of collagen I containing DQ-collagen I directly underneath the rBM
layer, or (2) CAFs were embedded within the rBM
layer containing DQ-collagen IV [30].
Immunostaining of 3D MAME cultures

Cells were grown in 3D on rBM-coated coverslips,
permeabilized, and stained for human laminin-332 and
actin according to our previously published procedures
[41]. Antibodies against human laminin-332, not mouse,
were used to determine expression of the human protein
from cells grown in rBM of mouse origin. Cells were incubated with mouse antihuman laminin-332 (20 μg/ml)
or preimmune mouse IgG (110 μg/ml) overnight at 4 °C.
After being washed with PBS, the cells were incubated
with a 1:1000 dilution of Alexa Fluor-conjugated, affinitypurified donkey antimouse IgG containing 5% normal
donkey serum and phalloidin (1:50; actin staining) for 1 h.
Live-cell proteolysis assay

3D MAME cultures were prepared and imaged as described above with the addition of 25 μg/ml DQ-collagen
IV to the 50 μl of rBM [30]. Prior to imaging, nuclei were
stained with Hoechst 33342. Optical sections in 16 contiguous fields through the entire depth of the 3D structures
were acquired on a Zeiss LSM 510 Meta NLO confocal
microscope using a water immersion objective. 3D reconstructions of optical sections of each structure were generated using Volocity software. Fluorescent intensities of
degraded dye-quenched collagen IV fragments (dDQ-IV,
green) are from the entire structure; that is, they are the
sum of intensities in individual optical sections quantified.
Data are represented as total intensity of dDQ-IV/cell
(based on number of nuclei), as total volume of dDQ-IV
(μm3), or as total volume of dDQ-IV (μm3 × 103)/cell.
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Immunoblots of 3D MAME cultures

3D cultures of MEPs, 3D cultures of MCF10.DCIS, and
3D cocultures of DCIS-MEP were grown in 60-mm dishes
for 8 days as described above. Conditioned media were
collected at day 8, centrifuged at 150 × g to remove cell
debris, and concentrated through Ultrafree 100 K and
then 3 K concentrators (EMD Millipore). Cell lysates were
prepared according to our previously published procedures [20]. Cell lysates and conditioned media were loaded
on the basis of DNA concentrations of the cell lysates
[45]. Samples were separated by SDS-PAGE; transferred
onto nitrocellulose membranes; and immunoblotted for
uPA, PAI-1, and GAPDH (loading control) [46].
Treatment of 3D MAME cultures with rPAI-1 and ATN-617

Live-cell proteolysis assays were performed on MCF10.DCIS
or MCF10.DCIS-lenti-RFP cells grown in 3D MAME
cultures in the absence (control) or presence of rPAI-1
(250 nM), preimmune IgG (10 μg/ml), or the uPARblocking monoclonal antibody ATN-617 (10 μg/ml), all
added at the time of seeding [47]. Culture medium was replaced every other day with fresh medium containing 2%
rBM and either rPAI-1, preimmune IgG, or ATN-617.
Live-cell imaging and quantification of 3D MAME volume
and DQ degradation were performed as described above.
Treatment of 3D MAME cultures with IL-6 nAb

MCF10.DCIS lenti-RFP or SUM102 cells were grown
with CAFs in 3D MAME cultures as described above in
the presence of 100 ng/ml IL-6 nAb [21]. Negative controls were run with an equivalent concentration of isotype control. Culture medium was replaced every other
day with fresh medium containing 2% rBM and 100 ng/
ml IL-6 nAb or an equivalent concentration of isotype
control and then imaged on days 2, 4, 6, and 8. Optical
sections through the entire depth of the 3D structures
were acquired on a Zeiss LSM 510 Meta NLO confocal
microscope using a water immersion objective. Volocity
software was used to generate 3D reconstructions and
quantify the volume of 3D MAME structures.

Treatment of 3D MAME cultures with conditioned media

Conditioned media were collected from MEPs grown in
2D monolayer cultures for 3 days and centrifuged at
150 × g to remove cell debris. MCF10.DCIS and SUM102
cells were then grown in 3D MAME cultures with the
addition of 25 μg/ml DQ-collagen IV (as described above)
for 16 days in the presence and absence of MEPconditioned media mixed at a ratio of 1:2 with fresh
MEGM. Conditioned media were added to 3D MAME
cultures prior to the addition of a 2% rBM overlay and replaced every other day. On days 8 and 16, live-cell imaging
and quantification of 3D MAME volume were performed
as described above.

Tissue microarray

A tissue microarray that included samples of human
breast DCIS and adjacent normal breast (BR8011; US
Biomax) was stained for uPAR and laminin-332. The
microarray was deparaffinized; hydrated; and then
incubated with 7 μg/ml ATN-617 or 10 μg/ml laminin-332
antibodies overnight at 4 °C, washed for 5 minutes, and incubated with ImmPRESS reagent for 30 minutes before being washed with PBS. The tissue microarray was incubated
with ImmPACT™ NovaRED substrate for 10 minutes,
washed, counterstained with hematoxylin, and mounted in
nonaqueous mounting medium (VectaMount).
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Proteomic analyses

2D and 3D cultures of MEPs, 3D cultures of MCF10.DCIS,
and 3D cocultures of DCIS-MEP were grown in 60-mm
dishes for 8 days. Conditioned media were collected at day
8, centrifuged at 150 × g to remove cell debris, and concentrated through Ultrafree 100 K and then 3 K concentrators.
The same volume of growth media from uncoated and
rBM-coated 60-mm dishes was also concentrated and
used as a control. Protein concentration of conditioned
media from 2D and 3D cultures of MEPs, 3D cultures of
MCF10.DCIS, and 3D cocultures of DCIS-MEP and
control media was measured using Bradford reagent according to the manufacturer’s procedure. Sample proteins
were precipitated with cold acetone. The washed pellets
were then resuspended in 50 mM trimethylammonium bicarbonate, reduced, alkylated, and digested
with sequencing-grade trypsin (at an estimated 1:20
wt/wt ratio) as previously described [48]. The resulting
peptides were analyzed by nanoscale liquid chromatography coupled to tandem mass spectrometry. Peptides
were separated on a reversed-phase C18 column using the
Dionex Ultimate™ HPLC system and a QSTAR XL mass
analyzer (Applied Biosystems, Foster City, CA, USA) as described elsewhere [48]. Mass spectrometry was performed
from m/z 400 to 1500 for 1 second, followed by product
ion scanning on the two most intense multiply charged
ions. The peak lists were submitted to the Mascot server
(Matrix Science, Boston, MA, USA) to search against the
UniProt database for Homo sapiens with carbamidomethyl
as a fixed modification and oxidation and N-acetylation
(protein amino-terminus) as variable modifications, 0 or
1 missed tryptic cleavage, 100-ppm mass tolerance for
precursor ions, and 0.6 Da for the fragment ions.
Cytokine antibody array

DCIS cells, MEPs, and CAFs were grown either alone or
in combination in 3D MAME cultures on 60-mm dishes
for 8 days. Media from days 4 and 8 were pooled, centrifuged at 150 × g to remove cell debris, and analyzed for
cytokine secretion using antibody arrays as specified by
the manufacturer. Growth media not conditioned by
MAME cultures were used as a negative control.
Statistics

Statistical analyses were carried out using Prism version
7.0 software (GraphPad Software, La Jolla, CA, USA).
One-way analysis of variance (ANOVA) and two-way
ANOVA were used, where specified, to compare means
between the groups, followed by Bonferroni post hoc
analysis to correct for multiple comparisons. Other
statistical analyses were done by two-sided Student’s t
test. For all studies, p ≤ 0.05 was considered statistically significant.
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A sample size of three mice per group was used. Each
mouse contributed to more than one observation, namely
two sites, which provided enough power (approximately
80%) to determine differences between groups. The
statistical method used was ANOVA. Animal experiments were not randomized, but were blinded to the
principal investigator.

Results
MEPs reduce the volume and malignant phenotype of
DCIS xenografts in vivo in two preclinical mouse models:
mammary fat pad and renal capsule

We investigated the suppressive role of MEPs on DCIS
in the absence and presence of tumor-promoting CAFs
using two complementary human tumor xenograft
models. DCIS cells, MEPs, and CAFs were grafted in
various combinations in intact female SCID mice: (1)
orthotopically within the fourth inguinal mammary
gland or (2) under the renal capsule. Tissue recombination and grafting are well-established approaches to explore both development and disease and have been used
to study a range of organs, including the mammary
gland [43, 49]. Grafting can be performed either orthotopically, providing the most relevant context, or at the
subrenal capsule site, providing better vascularization
and take rate. Our findings were consistent between
graft sites, although grafts in the highly vascularized
renal capsule tended to be larger, likely reflecting a
higher initial take rate for cells. Coimplantation of normal MEPs with DCIS cells resulted in orthotopic (Fig. 1a,
top row, and b) and renal capsule xenografts (Fig. 1c, top
row, and d) that were significantly smaller in size than
xenografts of DCIS cells alone. Coimplantation of DCIS
cells with CAFs significantly increased volumes of orthotopic xenografts (Fig. 1a, top row) (p < 0.001); however,
changes in histology, such as tissue disorganization, that
are consistent with a more malignant phenotype were
observed in both orthotopic and renal capsule xenografts (Fig. 1a and c, middle rows). To verify the presence of MEPs in the xenografts, we stained for and show
colocalization of three basal markers (i.e., αSMA, p63,
and CK14) (Additional file 1: Figure S1). To investigate
the effects of MEPs on the malignant phenotype of DCIS
tumors in the presence of CAFs, all three cell types were
coimplanted in both xenograft models. Even in the presence of CAFs, MEPs significantly reduced the tumor
sizes to levels similar to xenografts of DCIS and MEPs
without CAFs (Fig. 1b and d). MEPs also reduced collagen deposition in the stroma of DCIS xenografts (Fig. 1a
and c, bottom rows). Because fibroblasts are involved in
collagen deposition during the remodeling of the ECM
in breast cancer progression and invasion [50], these
data further demonstrate the overriding effects of MEPs
on CAFs to suppress the malignant progression of DCIS.
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a

b

c

d

Fig. 1 Myoepithelial cells (MEPs) reduce volume and malignant phenotype of ductal carcinoma in situ (DCIS) xenografts. MCF10.DCIS (DCIS) cells,
N1ME cells (MEPs), and/or WS-12T (cancer-associated fibroblasts [CAFs]) were implanted under the renal capsule or orthotopically within the
mammary fat pad of female severe combined immunodeficiency mice and evaluated after 8 weeks. a Representative orthotopic xenografts. Scale
bar = 5 mm (top row); hematoxylin and eosin (H&E) staining; scale bar = 100 μm (middle row); and Masson’s trichrome staining for collagen (blue);
scale bar = 100 μm (bottom row). b Volume of orthotopic xenografts (n = 3–8). c Representative renal xenografts. Scale bar = 5 mm (top row); H&E
staining; scale bar = 100 μm (middle row); and Masson’s trichrome staining for collagen (blue); scale bar = 100 μm (bottom row). d Volume of renal
xenografts (n = 6, except for CAFs alone, which were n = 2 and not used in statistical analyses). Data are presented as box-and-whisker plots where the
box represents the interquartile range and whiskers represent minimum and maximum values. * p ≤ 0.05; **** p ≤ 0.0001 as determined by one-way
analysis of variance and Bonferroni’s multiple comparisons test. Immunostaining and immunoblotting results for basal markers are shown
in Additional file 1: Figure S1

MEPs reduce the size and dysplastic phenotype of DCIS
structures grown in 3D MAME cultures

Structural integrity and function of the mammary gland
are dependent on interactions between the breast epithelium, basement membrane, and surrounding ECM [3].
MAME 3D pathomimetic models are designed to mimic
the in vivo architecture of breast tissue under controlled
in vitro conditions [30]. We employed MAME cultures
to identify changes in the morphology of breast epithelial cells in the presence and absence of MEPs. One of
the markers we examined was laminin-332 (laminin-5 in
previous nomenclature), which plays crucial roles in cell
adhesion, migration, and differentiation [51]. Although
other laminins are found in the basement membrane,
laminin-332 is of interest because it is expressed in the
invading cells of various malignancies, including breast

ductal carcinomas and their associated MEPs, and is
coexpressed with uPAR in colorectal cancer cells [52].
Furthermore, downregulation of laminin-332 in bladder
carcinoma cells increases the number of invadopodia
and ECM degradation, suggesting a role for laminin-332
in negatively regulating proteolysis and cell invasion
[53]. We also show the presence of laminin-332 in our
DCIS xenografts, with increased staining observed in the
presence of MEPs (Additional file 1: Figure S1). In 6-day
MAME cocultures of nontransformed breast epithelial
cells (MCF-10A) and MEPs, well-organized acinar structures enclosing a central lumen were observed, with
laminin-332 localized around the acinar structures at the
epithelial-stromal interface (Fig. 2a and b, top row, left
column). These observations can be more clearly visualized in videos of the 3D structures (Additional file 2: Video
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a

b

Fig. 2 Myoepithelial cells (MEPs) in mammary architecture and microenvironment engineering (MAME) cocultures facilitate organization of MCF-10A
acinar structures and reduce size and dysplastic phenotype of ductal carcinoma in situ (DCIS) structures. Nontransformed breast epithelial cells
(MCF-10A) and MCF10.DCIS cells (DCIS) were grown in MAME cultures in the absence and presence of N1ME cells (MEPs) and imaged live at 6 and
21 days. Red and green represent phalloidin staining of the actin cytoskeleton and immunostaining for human laminin-332, respectively. a 3D
reconstructions of Z-stack images captured at 6 (top rows) and 21 (bottom rows) days in MAME culture and generated with Volocity software. One
grid unit = 23 μm. Inset in top row, left column, is a representative en face view of MCF-10A plus MEPs. b Confocal slices at the equatorial plane of the
structures captured at 6 (top rows) and 21 (bottom rows) days in MAME cultures. Scale bar = 50 μm. Inset in top row, left column, is a representative
image of MCF-10A cells grown alone in MAME culture at day 6. Images are representative of at least three independent experiments. Acinar lumens
(white arrows) and tubular morphology (white bracket) are indicated. Immunostaining for laminin-332 and videos of MCF-10A 3D acinar structures are
shown in Additional file 1: Figure S1, Additional file 2: Video S1, Additional file 3: Video S2, and Additional file 4: Figure S2

S1). The MCF-10A acinar structures are similar to those
grown in 3D in the absence of MEPs (Fig. 2b, top row, left
column inset) [30, 41]. By day 21, tubelike structures were
observed linking the 3D acinar structures (Fig. 2a and b,
bottom row, left column), resembling the architecture of

normal breast tissue. The tubular morphology can be seen
more clearly when the 3D reconstructions are rotated
(Additional file 3: Video S2). By comparison, the acinar
structures formed in 6- and 21-day MAME cultures of
DCIS cells alone were larger, lacked lumens, and were less
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organized (as shown by actin staining), resembling a dysplastic phenotype (Fig. 2a and b, middle column). Although
human DCIS cells form 3D structures that are functional
in that they produce and secrete human laminin when
grown in murine rBM, the pattern of laminin-332 staining
was diffuse and localized within, rather than at the edge of,
the acinar structures. Diffuse staining for laminin-332 in
DCIS was also observed in a tissue microarray (Additional
file 4: Figure S2). In the presence of MEPs, 3D DCIS structures were smaller and more organized, even in some cases
having a lumen (Fig. 2a and b, right column). Moreover,
the diffuse staining of laminin-332 was reduced and localized at the periphery of the acinar structures. These data
suggest that MEPs play a role in the organization of DCIS
cells and in reverting their dysplastic phenotype.
MEPs reduce invasiveness of DCIS structures grown in
MAME cultures

In normal breast tissue, MEPs contribute to the structural organization of the breast tissue and prevent epithelial cells from migrating and invading into the ECM
[10]. We investigated whether MEPs could reverse the
invasive phenotype of DCIS cells over a 16-day period of
growth in MAME cultures. Owing to the large size of
the DCIS structures, we captured differential interference contrast (DIC) images at low magnification from
16 contiguous fields of view and assembled them into a
montage (Fig. 3a, left columns, and b). By using montages, we can concomitantly compare multiple DCIS
structures. DCIS cells cultured alone formed irregularly
shaped 3D structures and exhibited extensive invasive
outgrowths (Fig. 3a, top row). At higher magnification,
outgrowths could be seen to be comprised of a sheet of
cells that protruded from DCIS structures into the surrounding ECM (Fig. 3a, outlined area and arrow in the
top row, middle column). In 3D reconstructed images,
invasive outgrowths projecting from DCIS structures
into the ECM resulted in the surface of DCIS structures
appearing irregular (Fig. 3a, top row, right column; arrow
in top row, right column, corresponds to arrow in top
row, middle column). These projecting 3D multicellular
outgrowths (arrows) are further illustrated in images
of 3D reconstructions shown from various angles
(Additional file 5: Figure S3). In the presence of MEPs,
DCIS structures had fewer invasive outgrowths (Fig. 3a,
bottom row), as is more apparent at a higher magnification
(Fig. 3a, bottom row, middle column). In 3D reconstructed
images (Fig. 3a, bottom row, right column), the cohesiveness of the structures is evident by the smooth surface
(Fig. 3a, bottom row, right column, and Additional file 5:
Figure S3). In DIC images, unstained MEPs were seen surrounding the DCIS cells in the cocultures (Fig. 3a, inset in
bottom row, middle column), consistent with MEPs attenuating the invasive potential of the DCIS cells. In the

Page 8 of 19

presence of tumor-promoting CAFs (ratio of DCIS cells to
CAFs was 5:1), there were numerous invasive outgrowths
formed between DCIS structures (Fig. 3b, top row, red
arrowhead); these CAF-induced outgrowths were suppressed in the presence of MEPs (Fig. 3b, bottom row).
MEPs reduce ECM proteolysis by DCIS structures grown in
MAME cultures

We and other investigators have shown that incorporation
of fibroblasts into 3D rBM cultures can recapitulate effects
of the tumor microenvironment on malignant progression
of DCIS, including enhancing ECM proteolysis [20, 54]. In
the present study, we examined whether MEPs would reduce ECM proteolysis by DCIS structures formed in
MAME cultures in the absence and presence of CAFs.
Some variation could be observed as early as 8 days in
culture in the size of DCIS structures and their degree of
DQ-collagen IV degradation when grown alone versus in
combination with CAFs and MEPs (Additional file 6:
Figure S4). Differences were more evident after 21 days
(Fig. 4 and Additional file 6: Figure S4). DCIS cells grown
alone formed large dysplastic structures that degraded
DQ-collagen IV (green) and invaded into the surrounding
matrix (Fig. 4a, top row). Addition of MEPs suppressed
the invasive phenotype of DCIS structures and reduced
degradation of DQ-collagen IV (Fig. 4a and Additional file
6: Figure S4, second rows). Conversely, addition of CAFs
enhanced the dysplastic and invasive phenotypes and the
size of DCIS structures (Fig. 4a and Additional file 6:
Figure S4, third rows). Moreover, in MAME triple cocultures of DCIS, MEPs, and CAFs, MEPs maintained partial
suppression of DCIS progression and invasiveness, despite
the presence of the tumor-promoting CAFs (Fig. 4a and
Additional file 6: Figure S4, bottom rows). We quantified
the DQ-collagen IV degradation products in a minimum
of 64 fields for each of the 4 different MAME cultures and
confirmed that the MEPs significantly suppressed DQcollagen IV proteolysis (i.e., volume of degradation
products per cell) by DCIS in the absence and presence of
CAFs (Fig. 4b). We also examined a modified layered
MAME in which CAFs were embedded in a layer of
collagen I plus DQ-collagen I directly underneath the
rBM layer seeded with DCIS cells. The modified MAME
model reflects the location of fibroblasts prior to their infiltration into the tumor and allows for the examination of
cell migration and invasion through the ECM. The
distance between DCIS cells and CAFs was reduced after
21 days of coculture, consistent with movement of these
cells toward each other (Fig. 4c). After 21 days of coculture
of DCIS cells, CAFs, and MEPs, the invasive phenotype, including degradation of DQ-collagen I and IV, was attenuated (Fig. 4d), further supporting a role for MEPs in
suppressing the tumor-promoting effects of CAFs on
DCIS progression.
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Fig. 3 Myoepithelial cells (MEPs) reduce invasive phenotype of ductal carcinoma in situ (DCIS) structures formed in mammary architecture and
microenvironment engineering (MAME) cultures. a MCF10.DCIS-lenti-RFP (DCIS) were seeded in MAME cultures alone or with N1ME cells (MEPs)
and imaged live at day 16. Left columns are tiled images of 16 contiguous differential interference contrast (DIC) fields. Scale bar = 100 μm. Middle
columns are magnified DIC images of the boxed areas in the left columms and illustrate invasive outgrowths from DCIS structures in the absence
of MEPs (outlined area and arrow in top row, middle column). Scale bar = 380 μm. Right columns are 3D reconstructions of Z-stack images of DCIS
structures (red). One grid unit = 90 μm (arrow in top row, right column, corresponds to the same invasive outgrowth highlighted by arrow in top
row, middle column). The inset in the bottom row, middle column, shows an overlay of unlabeled MEPs (DIC) and the absence of outgrowths in
DCIS structures (red) when cocultured with MEPs. Scale bar = 100 μm. b MCF10.DCIS cells (DCIS) and WS-12T cells (cancer-associated fibroblasts
[CAFs]) were seeded with or without N1ME cells (MEPs) in MAME cultures and imaged live at day 8. Arrowhead points to an invasive
outgrowth. Images are 16 contiguous tiled fields (scale bar = 90 μm). Images are representative of at least three independent experiments. Views of
3D reconstructions from a number of angles are shown in Additional file 5: Figure S3

MEP-conditioned media reduce dysplastic phenotype of
DCIS structures and ECM proteolysis

MEPs suppress invasion of tumor cells into the ECM by
the secretion of anti-invasive factors [11, 55]. To determine whether factors secreted from the MEPs suppress
the dysplastic phenotype of DCIS cells, we treated two
different DCIS cell lines, MCF10.DCIS-lenti-RFP (DCIS)
and SUM102-lenti-RFP (SUM102), with media conditioned by MEPs (MEP-CM). Like MCF10.DCIS cells,
SUM102 cells form large dysplastic structures in 3D
MAME cultures that resemble DCIS lesions seen in vivo
[20] and degrade DQ-collagen IV [20, 30]. At day 16, as
illustrated in the montage of 16 contiguous DIC images
shown in Fig. 5a and b (top rows), MEP-CM reduced the
size of DCIS and SUM102 structures as well as their

invasive outgrowths and DQ-collagen IV degradation
(green; Fig. 5a and b, bottom rows). The decrease in volume of both DCIS and SUM102 structures in the presence of MEP-CM is apparent in 3D reconstructed
images captured at days 8 (Additional file 7: Figure S5)
and 21 (Fig. 5c and d). Quantitative analyses confirmed
a significant reduction in the volumes of both DCIS
(Fig. 5e) and SUM102 (Fig. 5f ) structures at day 21. If
CAFs were embedded within the rBM containing DQcollagen IV and DCIS cells seeded on top, MEP-CM
was observed to reduce the size of DCIS structures
even in the presence of tumor-promoting CAFs (Additional
file 8: Video S3 and Additional file 9: Video S4).
Again, this is consistent with factors secreted by
MEPs counteracting paracrine signaling between CAFs
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Fig. 4 Myoepithelial cells (MEPs) reduce proteolysis of extracellular matrix (ECM) and invasive phenotype of ductal carcinoma in situ (DCIS)
structures formed in mammary architecture and microenvironment engineering (MAME) and modified MAME cultures, respectively. a
Representative angled en face views of 3D reconstructions of structures formed by MCF10.DCIS-lenti-RFP (DCIS, red) cells seeded alone (top row)
or in coculture with N1ME (MEPs, unlabeled; second row), WS-12T-lenti-YFP (cancer-associated fibroblasts [CAFs], pseudocolored fuchsia; third row),
or both CAFs and MEPs (bottom row). The reconstituted basement membrane (rBM) overlay cultures contained dye-quenched collagen IV (DQcollagen IV) and were imaged live at 21 days. One grid unit = 92 μm. b Volume of degraded dye-quenched collagen IV (dDQ-IV, green) per cell in
the 4 MAME culture variants was quantified in 64–96 fields (16 contiguous fields per experiment from 4–6 independent experiments) with Volocity
software. Unlabeled cells were used to eliminate possible interference with analysis of fluorescent dDQ-IV degradation products. Degradation products
were quantified per cell number as determined by counting nuclei labeled with Hoechst 33342 in 3D reconstructions assembled from optical sections
through the entire depth of the cultures. Intensities of dDQ-collagen IV fragments in 3D are the sum of intensities in individual optical sections. Using
the nuclei counts, these data were then calculated as volume per cell [(μm3 × 103)/cell]. Data are presented as box-and-whisker plots where
the box represents the interquartile range and whiskers represent minimum and maximum values. * p ≤ 0.05; ** p ≤ 0.01 as determined by
one-way analysis of variance and Bonferroni’s multiple comparisons test (n = 4–6). Representative angled (c and d, top rows) and en face (c and d,
bottom rows) views of 3D reconstructions of 8- and 21-day MAME cultures with the following culture modifications: WS-12T-lenti-YFP (CAFs,
pseudocolored fuchsia) were embedded in a bottom layer of collagen I containing DQ-collagen I (dDQ-colI, green) and MCF10.DCIS-lenti-RFP (DCIS, red) cells
with (c; 1 grid unit = 92 μm) and without (d; 1 grid unit = 90 μm) MEPs were seeded onto a second layer composed of rBM containing DQ-collagen IV
(dDQ-IV, green). An overlay of 2% rBM was placed on top of the cocultured cells. Images are representative of at least three independent experiments.
Additional results are shown in Additional file 6: Figure S4

and DCIS. To verify that this reduction was not due
to an effect on cell viability, we performed a live/dead
assay on DCIS cells treated with MEP-CM for 16 days
and confirmed that the DCIS cells remained viable
(Additional file 10: Figure S6).

rPAI-1 or ATN-617, a uPAR blocking antibody, reduces
proteolysis and growth of DCIS structures

The dramatic reductions in size and invasiveness of
DCIS structures induced by MEP-CM prompted us to
perform proteomic analyses on MEP-CM. In CM of
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Fig. 5 Myoepithelial cell-conditioned media (MEP-CM) reduce dysplastic phenotype of ductal carcinoma in situ (DCIS) structures formed in
mammary architecture and microenvironment engineering (MAME) cultures. DCIS cells were seeded in reconstituted basement membrane
overlay cultures containing dye-quenched collagen IV (DQ-collagen IV) in the absence (control) or presence of MEP-CM and imaged live at day
16. Differential interference contrast images are 16 contiguous tiled fields of MCF10.DCIS-lenti-RFP (DCIS; a, top rows) and SUM102-lenti-RFP
(SUM102; b, top rows) structures. Scale bars = 180 μm. Fluorescence images are en face views of 3D reconstructions of DCIS (a, bottom rows) and
SUM102 (b, bottom rows) structures (red) and their associated DQ-collagen IV degradation products (green). One grid unit = 45 μm. Representative
angled views of 3D reconstructions illustrating volume of DCIS (c) and SUM102 (d) structures (red). One grid unit = 180 μm. Volumes of
DCIS (e, n = 6) and SUM102 (f, n = 5) structures were quantified in 64 fields (16 contiguous fields per experiment from 4 independent experiments).
Data are presented as box-and-whisker plots where the box represents the interquartile range and whiskers represent minimum and maximum
values. ** p ≤ 0.007; *** p ≤ 0.0005 as determined by unpaired t test, two-sided. Images are representative of at least three independent experiments.
Additional results are shown in Additional file 7: Figure S5, Additional file 8: Video S3, Additional file 9: Video S4, and Additional file 10: Figure S6

MEPs grown in both 2D and 3D cultures, the highest
protein scores were found for PAI-1, an inhibitor of
plasminogen activation (Additional file 11: Table S1,
Additional file 12: Table S2, and Additional file 13: Table
S3). PAI-1 was also found to have the highest protein

score in CM from DCIS-MEP cocultures, a score that
was also greater than that of DCIS grown alone in 3D
(Additional file 11: Table S1, Additional file 12: Table S2,
and Additional file 13: Table S3). PAI-1 secretion by
these cells was confirmed by immunoblotting (Fig. 6a),
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Fig. 6 Analysis and targeting of the plasminogen activation pathway results in decreased extracellular matrix (ECM) degradation by ductal
carcinoma in situ (DCIS) structures formed in mammary architecture and microenvironment engineering (MAME) cultures. a Media conditioned
from 8-day 3D cultures of myoepithelial cells (MEPs) alone, DCIS cells alone, and DCIS-MEP cocultures were analyzed by immunoblotting for
plasminogen activator inhibitor 1 (PAI-1) and pro-urokinase plasminogen activator (pro-uPA). Immunoblotting for glyceraldehyde 3-phosphate
dehydrogenase (GAPDH) in cell lysates was used as a loading control. b Representative images from a tissue microarray containing adjacent normal
and DCIS specimens were stained for human urokinase plasminogen activator receptor (uPAR) with ATN-617 antibody (5 μg/ml) (top rows) and
preimmune immunoglobulin G (IgG) (control). Scale bar = 100 μm (middle rows). In DCIS specimens imaged at a higher magnification, stromal cells
(arrows) can be seen to exhibit strong staining for uPAR. Scale bar = 50 μm (bottom rows). All sections were counterstained with hematoxylin. c
MCF10.DCIS (DCIS) cells were seeded in reconstituted basement membrane (rBM) overlay cultures containing dye-quenched collagen IV (DQ-collagen
IV) in the absence (control) or presence of 250 nM human recombinant plasminogen activator inhibitor 1 (rPAI-1), preimmune IgG (IgG), or 10 μg/ml
uPAR blocking antibody (ATN-617) and imaged live at day 4. Representative angled views of 3D reconstructions of DCIS structures illustrate nuclei
(blue) and DQ-collagen IV degradation products (dDQ-IV, green). One grid unit = 45 μm. d Intensity of dDQ-IV per cell was quantified from a minimum
of three independent experiments using Volocity software (n = 8–14). * p ≤ 0.05 and *** p ≤ 0.0005 as determined by unpaired t test, two-sided.
MCF10.DCIS-lenti-RFP cells (DCIS, red) were seeded into rBM overlay cultures containing DQ-collagen IV in the absence (control) or presence of rPAI-1
and imaged live at day 4. e Representative angled views of 3D reconstructions of DCIS (red) structures and associated dDQ-IV (green).
One grid unit = 180 μm. f Volumes of DCIS structures (red) and dDQ-IV (green) in the absence (control) and presence of rPAI-1 were quantified
from a minimum of three independent experiments using Volocity software (n = 4). * p ≤ 0.05 and ** p ≤ 0.005 as determined by unpaired t test,
two-sided. Data are presented as box-and-whisker plots where the box represents the interquartile range and whiskers represent minimum and
maximum values. Images are representative of at least three independent experiments. Additional results are shown in Additional file 11: Table S1,
Additional file 12: Table S2, and Additional file 13: Table S3

with the highest level of PAI-1 being secreted from
DCIS-MEP cocultures. Among its multiple roles, PAI-1
is an inhibitor of uPA, a secreted serine protease involved in proteolytic cascades that promote tumorigenesis [56]. Our immunoblotting data revealed a slight

decrease in secretion of pro-uPA (latent isoform) from
DCIS-MEP cocultures (Fig. 6a). An increase in PAI-1
secretion and a decrease in pro-uPA secretion from
DCIS-MEP cocultures are consistent with the observed
reduction in DQ-collagen IV degradation and invasion
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in these cocultures, as well as with a role for the plasminogen pathway, which includes activation of plasminogen to plasmin by uPA.
Plasminogen activation and subsequent ECM proteolysis, processes linked to cancer progression and invasion,
involve binding of uPA to its cell surface receptor uPAR
[57]. Inhibition of uPA and its interactions with uPAR
reduces tumor growth and invasion [58, 59]. Having
demonstrated staining for uPAR in DCIS (Fig. 6b, top
row) and associated stromal cells (Fig. 6b, bottom row),
we compared the effects of both rPAI-1 and the uPAR
blocking antibody ATN-617 [47] on degradation of DQcollagen IV in MAME DCIS cultures. After 4 days in
culture, degradation of DQ-collagen IV by the DCIS
structures was significantly reduced by either rPAI-1 or
ATN-617 (Fig. 6c and d). To further investigate the effects of PAI-1, we transduced DCIS cells with lenti-RFP
so that volumes of DCIS structures and associated DQcollagen IV degradation products could be measured.
We found that rPAI-1 significantly reduced volumes of
both DCIS structures and DQ-collagen IV degradation
products (Fig. 6e and f). Our results are thus consistent
with PAI-1 secreted by MEPs suppressing DCIS growth,
blocking uPA binding to uPAR, and inactivating proteolytic networks involved in ECM remodeling and invasion.
Blocking IL-6 reduces size of, and ECM degradation by,
DCIS structures

In the breast tumor microenvironment, fibroblasts promote growth and invasion through cytokine signaling
[21, 60]. To assess if changes in morphology and growth
of DCIS are due to modulation of cytokine secretion by
CAFs, DCIS cells were grown either alone or with CAFs
and/or MEPs for 8 days. The cytokines IL-6, epithelialderived neutrophil-activating peptide 78(ENA-78), and
monocyte chemoattractant protein 1 (MCP-1) were
found to be secreted at higher levels from DCIS-CAF
cocultures than from DCIS cultures (Fig. 7a) and at reduced levels when MEPs were added to the DCIS-CAF
cocultures (Fig. 7a). Because IL-6 was the cytokine most
abundantly secreted from DCIS-CAF cocultures, we investigated whether the tumor-suppressing effects of
MEPs on DCIS in the presence of CAFs (i.e., reduced
cell growth, ECM proteolysis, and invasion) were a result
of decreased IL-6 secretion. In the presence of neutralizing IL-6 antibodies, degradation of DQ-collagen IV was
reduced in DCIS-CAF cocultures (Fig. 7b). Similar results
were observed in MAME cocultures of SUM102 and
CAFs (Additional file 14: Figure S7). To further elucidate
the effect of IL-6 on DCIS growth, the volumes of DCISCAF structures were measured in the presence and absence of IL-6 neutralizing antibody at days 2, 4, 6, and 8.
As expected, there was a significant reduction in volume
of DCIS-CAF structures (Fig. 7c). Furthermore, blocking

Page 13 of 19

IL-6 reduced invasive outgrowths from the DCIS-CAF
structures (Fig. 7d), effects similar to those observed in
the presence of MEPs (Fig. 3b). Our data are consistent
with an interplay between CAFs and MEPs in which CAFsecreted IL-6 drives progression and invasion of DCIS via
a mechanism that can be attenuated by MEPs.

Discussion
Premalignant DCIS is considered a nonobligate precursor to invasive carcinoma. Cellular mechanisms that
promote the transition of DCIS to invasive carcinoma
remain unclear [61]. Moreover, the lack of a robust molecular signature impedes the development of clinical
tests to predict which DCIS lesions will progress to invasive carcinomas [4, 61]. This is further complicated by
the histological and biological diversity of DCIS that
influences the rate of progression, prognosis, and responses
to specific therapies [62]. Studies identifying drivers of
DCIS progression have been focused on stage-specific
changes in the tumor microenvironment [4, 63, 64].
Authors of a recent report identified subtype-specific signatures that underline a role for the tumor microenvironment in predicting the transition of preinvasive to invasive
breast cancer [65]. In the present study, we employed both
mammary and renal xenograft mouse models to assess the
effects of MEPs and CAFs on DCIS progression and a 3D
pathomimetic MAME model of DCIS cultures/cocultures
to study the mechanisms that drive these effects. We reveal
that the tumor-suppressive effects of MEPs on DCIS are
(1) linked to inhibition of uPA/uPAR-mediated proteolysis
by PAI-1 and (2) can reduce the tumor-promoting effects
of CAFs, in part by attenuating the signaling pathways involving the proinflammatory cytokine IL-6.
In normal breast tissue, MEPs are localized between
the luminal epithelial cells and the basement membrane
of the mammary ducts and alveoli. MEPs maintain
proper organization and function of breast tissue by promoting epithelial cell polarity and facilitating expulsion
of glandular secretions while preventing epithelial invasion into the surrounding ECM [10]. The loss of the
MEP layer coincides with a high risk of DCIS progression into invasive carcinoma [66]. We show in both
mammary and renal xenograft models that, in the presence of MEPs, DCIS xenografts were smaller, better organized, and exhibited less collagen deposition than
xenografts of DCIS cells alone. This is consistent with
results obtained in a subcutaneous DCIS xenograft [19].
Our MAME model, which is designed to recapitulate
mammary architecture in vitro [30], also showed a lessened dysplastic phenotype of DCIS cells in the presence
of MEPs that was accompanied by reduced DQ-collagen
IV proteolysis, decreased secretion of pro-uPA, and increased secretion of PAI-1.
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Fig. 7 Targeting interleukin 6 (IL-6) reduces size and invasiveness of and extracellular matrix (ECM) degradation by ductal carcinoma in situ/
cancer-associated fibroblast (DCIS-CAF) structures formed in mammary architecture and microenvironment engineering (MAME) cocultures. a
Secretion of cytokines was assessed in 8-day conditioned media with a RayBio G5 human cytokine antibody array (RayBiotech, Norcross, GA, USA).
Secretion of IL-6 was significantly elevated (p = 0.002 as determined by one-way analysis of variance [ANOVA]) when MCF10.DCIS (DCIS) cells
were cocultured with WS-12T (CAFs), but it was not reduced when cocultured with myoepithelial cell (MEPs) or with CAFs plus MEPs (arrows).
b MCF10.DCIS-lenti-RFP (DCIS) and WS-12T (CAFs) cells were seeded onto reconstituted basement membrane (rBM) overlaid with 2% rBM in
the presence of isotype control or 100 ng/ml IL-6 neutralizing antibody (nAb) and imaged live at day 8. Representative en face views of 3D
reconstructions of DCIS (red)-CAF (unlabeled) structures and associated degraded dye-quenched collagen IV (dDQ-IV; green) in MAME cultures;
areas of colocalization appear yellow-white. One grid unit = 45 μm. c Volume of structures formed in MAME cultures of DCIS and CAFs in the
presence of isotype control (open circles) or 100 ng/ml IL-6 nAb (filled squares) at days 2, 4, 6, and 8. Volume of structures was measured with
Volocity software (n = 4). Data represent mean ± SD. ** p ≤ 0.01 and **** p ≤ 0.0001 as determined by two-way ANOVA. d Differential interference
contrast images of MCF10.DCIS (DCIS) and WS-12T (CAFs) MAME cultures in the presence of isotype control or 100 ng/ml IL-6 nAb at day 8.
Images are 36 contiguous tiled fields. Scale bar = 80 μm. Images are representative of at least three independent experiments. Additional results
are shown in Additional file 14: Figure S7. ENA-78 Epithelial-derived neutrophil-activating peptide 78, GRO Growth-related oncogene, MCP Monocyte
chemoattractant protein, GCP-2 Granulocyte chemotactic protein 2, MIF Macrophage migration inhibitory factor, MIP-3 Macrophage inflammatory
protein 3, NAP-2 Neutrophil-activating protein 2

Pro-uPA is the secreted precursor of uPA, a serine
protease involved in extracellular proteolytic networks
encompassing many proteases (e.g., plasmin, MMPs, and
cysteine proteases) that promote tumorigenesis, cell

proliferation, invasion, and metastasis [56]. Activation of
pro-uPA involves binding of the latent enzyme to its cell
surface receptor, uPAR. Increased expression of uPA and
uPAR has been linked to poor prognosis of breast cancer
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[56]. In areas of DCIS microinvasion, stromal myofibroblasts and macrophages stain for uPA, uPAR, and MMP13, suggesting that these proteases work cooperatively in
promoting the transition of DCIS to invasive carcinoma
[67]. Using a 3D collagen I assay, myofibroblasts were
shown to direct breast cancer cell motility in a
plasminogen-dependent manner [68]. We localized
uPAR to both tumor and stromal cells in DCIS tissue and
demonstrated that blocking uPAR in DCIS cells decreased
DQ-collagen IV degradation in vitro. Our data thus support a role for uPA/uPAR during the transition of DCIS
into invasive carcinoma, a mechanism that may be attenuated by the high levels of PAI-1 secreted by MEPs in preinvasive DCIS lesions.
The role of PAI-1 in breast cancer is multifaceted and
stage-specific. Increased PAI-1 alone or in combination
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with high uPA levels in breast cancer has been linked to
poor prognosis [69, 70]. Increased PAI-1 expression has
also been observed in MEPs from high-grade DCIS [71,
72]. On one hand, PAI-1 in high-grade DCIS-associated
MEPs may alter cell-matrix adhesion between MEPs and
the underlying basement membrane by disrupting uPAR
binding to basement membrane proteins [73]. Our
studies, on the other hand, suggest a protective role for
PAI-1 secreted by normal MEPs in inhibiting uPA/uPAR
proteolytic pathways involved in ECM degradation.
Hence, a dual role for PAI-1 secreted by MEPs, first as
an inhibitor of uPA, ECM degradation, and tumor
invasion in normal breast and then as a promoter of cell
detachment to facilitate migration and invasion in highgrade DCIS, would be consistent with the hypothesis
that changes in the tumor microenvironment are major

Fig. 8 A schematic diagram illustrating the use of 3D pathomimetic mammary architecture and microenvironment engineering (MAME) cultures
to identify a divergent interplay between tumor-suppressive myoepithelial cells (MEPs) and tumor-promoting cancer-associated fibroblasts (CAFs)
that involves plasminogen activator inhibitor 1 (PAI-1), urokinase plasminogen activator/urokinase plasminogen activator receptor (uPA/uPAR), and
interleukin 6 (IL-6) and alters the cellular and molecular phenotype of ductal carcinoma in situ (DCIS). ECM Extracellular matrix, rBM Reconstituted
basement membrane
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contributors to DCIS progression. Indeed, changes in
DCIS-associated MEPs have been shown to result in increased expression of proangiogenic and invasive genes
and ECM-degrading proteases (e.g., MMP-2; MMP-14;
and cathepsins F, K, and L) [4, 19, 74]. Moreover, disruption of signaling pathways that are essential to MEP
differentiation and mediated by transforming growth factor β, Hedgehog, cell adhesion, and p63 also results in
loss of MEPs and accelerated progression of DCIS to invasive carcinoma [19]. Tumor-associated MEPs are also
deficient in their ability to direct cell polarity of luminal
epithelial cells [75]. These changes in MEPs during
tumorigenesis likely alter the paracrine interactions
between MEPs and stromal cells such as CAFs to facilitate tumor invasion.
Numerous studies have shown that CAFs enhance
tumor growth and invasion by secretion of growth factors, cytokines, and proteases [16, 17]. In the present
study, we show that in the presence of CAFs, orthotopic
and renal capsule DCIS xenografts were larger and exhibited more collagen deposition, a stromal biomarker
of breast cancer progression [76]. In our hands, adding
CAFs to 3D DCIS MAME cultures resulted in larger
structures with more invasive outgrowths and increased
DQ-collagen IV degradation. Previous reports using
both in vivo and in vitro DCIS models showed that
CAFs induce an invasive DCIS phenotype in parallel
with an increase in MMP-14 expression and MMP-9
activity [18, 19]. Interestingly, we show that the tumorpromoting actions of CAFs on DCIS cells could be attenuated by MEPs both in vivo and in vitro. Further
analysis using our in vitro MAME model revealed that
MEPs significantly decreased IL-6 secretion from DCISCAF cocultures. We previously reported that DCIS proliferation and ECM proteolysis, migration, and invasion
are increased by normal fibroblasts induced to secrete
HGF [20] and CAFs secreting IL-6 [21]. Secretion of
HGF from these normal fibroblasts was correlated with
an increase in uPA and uPAR secretion from DCIS cells
[20]. Moreover, paracrine IL-6 signaling between DCIS
cells and CAFs promotes tumor cell growth and migration in part through cathepsin B-mediated ECM
degradation [21]. A role for cathepsin B is further
supported by studies showing that suppression of
cystatin A, an endogenous inhibitor of cathepsin B,
increases progression of DCIS to invasive carcinoma
[77]. Previous studies have also shown a tumorpromoting role for CAFs via IL-6 secretion [23] and an
association between IL-6 secretion and upregulation of
ECM-degrading enzymes (e.g., cathepsin B, MMPs, and
uPA) [21, 24–27]. Our data suggest that MEPs prevent the
tumor-promoting actions of CAFs by blocking secretion
of proinflammatory factors, including IL-6, into the tumor
microenvironment.
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Conclusions
Using our 3D pathomimetic MAME cultures, we identified a divergent interplay between tumor-suppressive
MEPs and tumor-promoting CAFs that involves PAI-1,
uPA/uPAR, and IL-6 and that alters the cellular and molecular phenotype of DCIS (Fig. 8). We propose that
these interactions evolve during DCIS progression
through changes in the tumor microenvironment that
promote invasion and metastasis. In a 3D compartmentalized microfluidic model in which DCIS cells and fibroblasts were cocultured separately, factors secreted by
the fibroblasts were shown to change the morphology
and invasiveness of DCIS structures and their remodeling of ECM collagen [32]. Using our MAME models, we
have previously shown that changes in the noncellular
microenvironment also affect the invasive potential of
breast carcinoma cells. For example, MAME cultures of
MDA-MB-231 cells maintained at a slightly acidic pH
(6.8), a pH comparable to that in the microenvironment
of solid tumors, exhibit highly increased degradation of
type IV collagen [34]. We have also used MAME as a
preclinical model to test the effects of cabozantinib on
the tumor-promoting interactions between different
triple-negative breast cancer cells, representing various
molecular subtypes of the disease, and CAFs and normal
fibroblasts overexpressing HGF [78]. One advantage of
using such pathomimetic models to study breast cancer
progression is the control over spatial and physical parameters of the tumor microenvironment without disturbance of the 3D heterotypic cultures. Another is the
ability to examine differential effects of therapies on
multiple 3D structures that may be consistent with tumor
heterogeneity. These pathomimetic models could also be
adapted for precision medicine using DCIS patientderived cells and applied to studies analyzing drug resistance and screening of novel therapeutic approaches.
Additional files
Additional file 1: Figure S1. Characterization of DCIS xenografts and
MEPs using basal markers and laminin-332. MCF10.DCIS (DCIS), N1ME
(MEPs), and/or WS-12T (CAFs) cells were implanted under the renal
capsule or orthotopically within the mammary fat pad of female SCID
mice and evaluated after 8 weeks. Representative (a) orthotopic and (b)
renal xenografts immunostained for αSMA (green, cytoplasmic staining)
and CK14 (red, cytoplasmic staining), p63 (red, nuclear staining), and
Hoechst 33342 (blue nuclei). Arrows represent areas of colocalization.
Original magnification × 60. c Immunoblotting of MEPs shows expression of
αSMA, CD10, and CK17 in N1ME cells. d Representative orthotopic and renal
xenografts immunostained for laminin-332. Scale bar = 100 μm. (PDF 492 kb)
Additional file 2: Video S1. MEPs facilitate organization of acinar
structures by MCF-10A cells in 6-day cocultures. 3D reconstruction of
nontransformed breast epithelial cells (MCF-10A) grown in MAME
cultures in the presence of N1ME cells (MEPs) and imaged live at day 6. Red
and green represent phalloidin staining of the actin cytoskeleton and
immunostaining for human laminin-332, respectively. One grid unit = 23 μm.
(MOV 714 kb)
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Additional file 3: Video S2. MEPs facilitate organization of ductal
structures by MCF-10A cells in 21-day cocultures. 3D reconstruction of
nontransformed breast epithelial cells (MCF-10A) grown in MAME cultures
in the presence of N1ME cells (MEPs) and imaged live at day 21. Red and green
represent phalloidin staining of the actin cytoskeleton and immunostaining
for human laminin-332, respectively. One grid unit = 23 μm. (MOV 22738 kb)
Additional file 4: Figure S2. Laminin-332 staining in normal human
breast and DCIS. Representative images are shown from a tissue microarray
containing adjacent normal and DCIS specimens and stained with human
laminin-332 antibody (10 μg/ml). a Adjacent sections for normal and DCIS
were processed using preimmune IgG (control). Scale bar = 100 μm. b
Higher-magnification images show diffuse staining for laminin-332 in DCIS
cells. Scale bar = 50 μm. All sections were counterstained with hematoxylin.
(PDF 1544 kb)
Additional file 5: Figure S3. MEPs reduce invasive outgrowths from
DCIS structures formed in MAME cultures. MCF10.DCIS-lenti-RFP cells
(DCIS) were seeded into MAME cultures alone or with N1ME cells (MEPs)
and imaged live at day 16. 3D reconstructions of Z-stack images of DCIS
(red) structures (top row) and DCIS (red) plus MEP structures (bottom row)
are shown (green represents DQ-collagen IV degradation products). One grid
unit = 90 μm. Reconstructions are shown in left column in an en face view
and at various angles of view in the other columns. In the top row, the
arrows point to the same invasive outgrowth in each image. (PDF 2002 kb)
Additional file 6: Figure S4. MEPs reduce size of DCIS structures
formed in MAME cultures. Representative angled and en face views of 3D
reconstructions of 8- and 21-day MAME cultures of MCF10.DCIS-lenti-RFP
(DCIS, red) cells seeded alone (top row, grid unit = 92 μm) or in coculture
with N1ME (MEPs, unlabeled; second row, grid unit = 90 μm), WS-12Tlenti-YFP (CAFs, pseudocolored fuchsia; third row, grid unit = 92 μm), or
both CAFs and MEPs (bottom row, grid unit = 90 μm) in an rBM overlay
culture containing DQ-collagen IV (dDQ-collagen IV, green). Areas of
dDQ-collagen IV on surface of DCIS structures appear yellow. (PDF 654 kb)
Additional file 7: Figure S5. MEP-conditioned media (MEP-CM) reduce
size of DCIS structures formed in MAME cultures. DCIS cells were seeded
in rBM overlay cultures containing DQ-collagen IV in the absence (control)
or presence of MEP-conditioned media (MEP-CM) and imaged live at day 8.
DIC images are 16 contiguous tiled fields of structures formed by two DCIS
cell lines: MCF10.DCIS-lentiRFP (DCIS; a, top rows; scale bars = 90 μm) and
SUM102-lentiRFP (SUM102; b, top rows; scale bars, 180 μm). Fluorescent
images are en face views of 3D reconstructions of DCIS (a, bottom rows)
and SUM102 (b, bottom rows) structures (red) and associated dDQ-IV (green).
One grid unit = 45 μm. (PDF 1373 kb)
Additional file 8: Video S3. CAFs increase dysplastic phenotype of DCIS
structures in 8-day cocultures. 3D reconstructions of 8-day MAME cultures
with the following modifications: MCF10.DCIS-lenti-RFP (DCIS, red) cells
were seeded on rBM containing embedded WS-12T-lenti-YFP (CAFs, pseudocolored fuchsia) and DQ-collagen IV (dDQ-IV, green). Merged fluorescence appears white. Grid unit = 45 μm. (MOV 10185 kb)
Additional file 9: Video S4. MEP-CM reduce dysplastic phenotype of
DCIS-CAF structures in 8-day cocultures. 3D reconstructions of 8-day
MAME cultures with the following modifications: MCF10.DCIS-lenti-RFP
(DCIS, red) cells were seeded in the presence of MEP-CM on rBM
containing embedded WS-12T-lenti-YFP (CAFs, pseudocolored fuchsia)
and DQ-collagen IV (dDQ-IV, green). Merged fluorescence appears
white. Grid unit = 45 μm. (MOV 12850 kb)
Additional file 10: Figure S6. MEP-conditioned media (MEP-CM) are
not cytotoxic to DCIS structures. MCF10.DCIS (DCIS) cells were seeded
into rBM overlay cultures in the absence (control) or presence of
MEP-conditioned media (MEP-CM). A live/dead assay was performed on
16-day cultures; green and red represent live and dead cells, respectively.
(PDF 119 kb)
Additional file 11: Table S1. Comparative proteomic analysis of
conditioned media from 2D and 3D MEP and DCIS cultures. Protein
scores >28 indicate identity or extensive homology (p ≤ 0.05). ND Not
detected. (PDF 17 kb)
Additional file 12: Table S2. Proteomic analysis of conditioned media
from 2D MEP cultures. (PDF 50 kb)
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Additional file 13: Table S3. Proteomic analysis of conditioned media
from 3D MEP and DCIS cultures. (PDF 57 kb)
Additional file 14: Figure S7. Targeting IL-6 reduces size and invasiveness
of and ECM degradation by SUM102-CAF structures formed in MAME cultures.
SUM102-lentiRFP and WS-12T (CAFs) were seeded onto rBM overlaid with 2%
rBM in the presence of isotype control or 100 ng/ml IL-6 neutralizing antibody
(IL-6 nAb) and imaged live at day 8. Representative en face views of 3D
reconstructions of SUM102 (red)-CAF (unlabeled) structures and associated
dDQ-IV (green) in MAME cultures. One grid unit = 45 μm. (PDF 278 kb)

Abbreviations
ANOVA: Analysis of variance; CAF: Cancer-associated fibroblast; CK: Cytokeratin;
DCIS: Ductal carcinoma in situ; dDQ-IV: Degraded dye-quenched collagen IV;
DIC: Differential interference contrast; DQ-collagen IV: Dye-quenched collagen
IV; ECM: Extracellular matrix; ENA-78: Epithelial-derived neutrophil-activating
peptide 78; GAPDH: Glyceraldehyde 3-phosphate dehydrogenase; GCP2: Granulocyte chemotactic protein 2; GRO: Growth-related oncogene;
H&E: Hematoxylin and eosin; HGF: Hepatocyte growth factor; IDC: Invasive
ductal carcinoma; IgG: Immunoglobulin G; IL-6: Interleukin 6; MAME: Mammary
architecture and microenvironment engineering; MCP: Monocyte
chemoattractant protein; MEGM: Mammary epithelial growth medium;
MEP: Myoepithelial cell; MEP-CM: Myoepithelial cell-conditioned media;
MIF: Macrophage migration inhibitory factor; MIP-3: Macrophage inflammatory
protein 3; MMP: Matrix metalloprotease; nAb: Neutralizing antibody; NAP2: Neutrophil-activating protein 2; NLO: Nonlinear optical; PAI-1: Plasminogen
activator inhibitor 1; rBM: Reconstituted basement membrane; RFP: Red
fluorescent protein; SCID: Severe combined immunodeficiency; uPA: Urokinase
plasminogen activator; uPAR: Urokinase plasminogen activator receptor;
YFP: Yellow fluorescent protein; αSMA: α-Smooth muscle actin
Acknowledgements
We thank the following individuals for their kind gifts: Drs. Ethier and
Polyak for cell lines, Drs. Hoyer-Hanson and Mazar for antibodies, and
Dr. Fariba Behbod (University of Kansas Medical Center) for graphical abstract
immunohistochemistry images.
Funding
This work was supported in part by National Institute of Health (NIH) grants
R01 CA131990 (to RRM and BFS), U01 CA151924 (to SWH), and R01
DK110314 (to XC). Imaging was performed in the Microscopy, Imaging and
Cytometry Resources Core of Wayne State University, which is supported in
part by NIH center grant P30CA22453 (to the Karmanos Cancer Institute at
Wayne State University) and by the Pregnancy and Perinatology Branch of
the Eunice Kennedy Shriver National Institute of Child Health and Human
Development.
Availability of data and materials
The datasets used and/or analyzed during the present study are available from
the corresponding author on reasonable request.
Authors’ contributions
BFS, SWH, RRM, and MS conceived of and designed the experiments. OEF
generated and conducted the experiments on the xenograft models. MS,
AA, and AC generated and conducted experiments on the 3D in vitro cell
models. XC performed the proteomic experiments and analysis. MS, NA, OEF,
and RRM performed formal analysis. DCM, MS, and BFS wrote, revised, and
edited the manuscript. SWH, RRM, OEF, and XC provided edits and critical
comments on the manuscript. MS, DCM, KJ, and NA produced the
visualizations. BFS, SWH, and RRM provided supervision, resources, and
funding. All authors read and approved the final manuscript.
Competing interests
The authors declare that they have no competing interests.
Consent for publication
Not applicable.

Sameni et al. Breast Cancer Research (2017) 19:56

Ethics approval and consent to participate
In vivo experiments were performed with approval of the Vanderbilt University
Institutional Animal Care and Use Committee. All procedures were reviewed and
approved, and all conform to all local, state, and U.S. federal regulatory standards.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in published
maps and institutional affiliations.
Author details
1
Department of Pharmacology, Wayne State University School of Medicine,
Detroit, MI 48201, USA. 2Department of Biological Sciences, University of
Windsor, Windsor, ON N9B 3P4, Canada. 3Department of Surgery, NorthShore
University HealthSystem Research Institute, Evanston, IL 60201, USA.
4
Department of Urologic Surgery, Vanderbilt University Medical Center,
Nashville, TN 37232, USA. 5Department of Physiology, Wayne State University
School of Medicine, Detroit, MI 48201, USA. 6Department of Oncology,
Wayne State University School of Medicine, Detroit, MI 48201, USA.
7
Department of Cancer Biology, Vanderbilt University Medical Center,
Nashville, TN 37232, USA.
Received: 6 December 2016 Accepted: 25 April 2017

References
1. Arendt LM, Rudnick JA, Keller PJ, Kuperwasser C. Stroma in breast
development and disease. Semin Cell Dev Biol. 2010;21:11–8.
2. Polyak K, Kalluri R. The role of the microenvironment in mammary gland
development and cancer. Cold Spring Harb Perspect Biol. 2010;2:a003244.
3. Maller O, Martinson H, Schedin P. Extracellular matrix composition reveals
complex and dynamic stromal-epithelial interactions in the mammary
gland. J Mammary Gland Biol Neoplasia. 2010;15:301–18.
4. Allinen M, Beroukhim R, Cai L, Brennan C, Lahti-Domenici J, Huang H, et al.
Molecular characterization of the tumor microenvironment in breast cancer.
Cancer Cell. 2004;6:17–32.
5. Montel V, Mose ES, Tarin D. Tumor-stromal interactions reciprocally
modulate gene expression patterns during carcinogenesis and metastasis.
Int J Cancer. 2006;119:251–63.
6. Jessani N, Humphrey M, McDonald WH, Niessen S, Masuda K, Gangadharan
B, et al. Carcinoma and stromal enzyme activity profiles associated with
breast tumor growth in vivo. Proc Natl Acad Sci U S A. 2004;101:13756–61.
7. Criscitiello C, Esposito A, Curigliano G. Tumor-stroma crosstalk: targeting
stroma in breast cancer. Curr Opin Oncol. 2014;26:551–5.
8. Reisfeld RA. The tumor microenvironment: a target for combination therapy
of breast cancer. Crit Rev Oncog. 2013;18:115–33.
9. Tchou J, Conejo-Garcia J. Targeting the tumor stroma as a novel treatment
strategy for breast cancer: shifting from the neoplastic cell-centric to a
stroma-centric paradigm. Adv Pharmacol. 2012;65:45–61.
10. Gudjonsson T, Adriance MC, Sternlicht MD, Petersen OW, Bissell MJ.
Myoepithelial cells: their origin and function in breast morphogenesis and
neoplasia. J Mammary Gland Biol Neoplasia. 2005;10:261–72.
11. Barsky SH, Karlin NJ. Myoepithelial cells: autocrine and paracrine suppressors
of breast cancer progression. J Mammary Gland Biol Neoplasia. 2005;10:249–60.
12. Lerwill MF. Current practical applications of diagnostic immunohistochemistry
in breast pathology. Am J Surg Pathol. 2004;28:1076–91.
13. Luo H, Tu G, Liu Z, Liu M. Cancer-associated fibroblasts: a multifaceted
driver of breast cancer progression. Cancer Lett. 2015;361:155–63.
14. Polanska UM, Orimo A. Carcinoma-associated fibroblasts: non-neoplastic
tumour-promoting mesenchymal cells. J Cell Physiol. 2013;228:1651–7.
15. Aboussekhra A. Role of cancer-associated fibroblasts in breast cancer
development and prognosis. Int J Dev Biol. 2011;55:841–9.
16. Orimo A, Weinberg RA. Stromal fibroblasts in cancer: a novel tumorpromoting cell type. Cell Cycle. 2006;5:1597–601.
17. Mishra P, Banerjee D, Ben-Baruch A. Chemokines at the crossroads of
tumor-fibroblast interactions that promote malignancy. J Leukoc Biol.
2011;89:31–9.
18. Hu M, Peluffo G, Chen H, Gelman R, Schnitt S, Polyak K. Role of COX-2 in
epithelial-stromal cell interactions and progression of ductal carcinoma in
situ of the breast. Proc Natl Acad Sci U S A. 2009;106:3372–7.

Page 18 of 19

19. Hu M, Yao J, Carroll DK, Weremowicz S, Chen H, Carrasco D, Richardson A,
et al. Regulation of in situ to invasive breast carcinoma transition. Cancer
Cell. 2008;13:394–406.
20. Jedeszko C, Victor BC, Podgorski I, Sloane BF. Fibroblast hepatocyte growth
factor promotes invasion of human mammary ductal carcinoma in situ.
Cancer Res. 2009;69:9148–55.
21. Osuala KO, Sameni M, Shah S, Aggarwal N, Simonait ML, Franco OE, et al.
IL-6 signaling between ductal carcinoma in situ cells and carcinomaassociated fibroblasts mediates tumor cell growth and migration. BMC
Cancer. 2015;15:584.
22. Erez N, Glanz S, Raz Y, Avivi C, Barshack I. Cancer associated fibroblasts
express pro-inflammatory factors in human breast and ovarian tumors.
Biochem Biophys Res Commun. 2013;437:397–402.
23. Hugo HJ, Lebret S, Tomaskovic-Crook E, Ahmed N, Blick T, Newgreen DF,
et al. Contribution of fibroblast and mast cell (afferent) and tumor (efferent)
IL-6 effects within the tumor microenvironment. Cancer Microenviron.
2012;5:83–93.
24. Mohamed MM, Cavallo-Medved D, Sloane BF. Human monocytes augment
invasiveness and proteolytic activity of inflammatory breast cancer. Biol
Chem. 2008;389:1117–21.
25. Chia CY, Kumari U, Casey PJ. Breast cancer cell invasion mediated by Gα12
signaling involves expression of interleukins-6 and -8, and matrix
metalloproteinase-2. J Mol Signal. 2014;9:6.
26. Eiró N, González L, González LO, Fernandez-Garcia B, Lamelas ML, Marín L,
et al. Relationship between the inflammatory molecular profile of breast
carcinomas and distant metastasis development. PLoS One. 2012;7:49047.
27. Sheridan C, Kishimoto H, Fuchs RK, Mehrotra S, Bhat-Nakshatri P, Turner CH,
et al. CD44+/CD24− breast cancer cells exhibit enhanced invasive properties:
an early step necessary for metastasis. Breast Cancer Res. 2006;8:R59.
28. Miller FR. Xenograft models of premalignant breast disease. J Mammary
Gland Biol Neoplasia. 2000;5:379–91.
29. Behbod F, Kittrell FS, LaMarca H, Edwards D, Kerbawy S, Heestand JC, et al.
An intraductal human-in-mouse transplantation model mimics the subtypes
of ductal carcinoma in situ. Breast Cancer Res. 2009;11:R66.
30. Sameni M, Anbalagan A, Olive MB, Moin K, Mattingly RR, Sloane BF. MAME
models for 4D live-cell imaging of tumor: microenvironment interactions
that impact malignant progression. J Vis Exp. 2012;60:e3661.
31. Dang TT, Prechtl AM, Pearson GW. Breast cancer subtype-specific
interactions with the microenvironment dictate mechanisms of invasion.
Cancer Res. 2011;71:6857–66.
32. Sung KE, Yang N, Pehlke C, Keely PJ, Eliceiri KW, Friedl A, et al. Transition to
invasion in breast cancer: a microfluidic in vitro model enables examination
of spatial and temporal effects. Integr Biol (Camb). 2011;3:439–50.
33. Yu H, Mouw JK, Weaver VM. Forcing form and function: biomechanical
regulation of tumor evolution. Trends Cell Biol. 2011;21:47–56.
34. Rothberg JM, Bailey KM, Wojtkowiak JW, Ben-Nun Y, Bogyo M, Weber E,
et al. Acid-mediated tumor proteolysis: contribution of cysteine cathepsins.
Neoplasia. 2013;15:1125–37.
35. Hutmacher DW, Loessner D, Rizzi S, Kaplan DL, Mooney DJ, Clements JA.
Can tissue engineering concepts advance tumor biology research? Trends
Biotechnol. 2010;28:125–33.
36. Simian M, Bissell MJ. Organoids: a historical perspective of thinking in three
dimensions. J Cell Biol. 2017;216:31–40.
37. Debnath J, Muthuswamy SK, Brugge JS. Morphogenesis and oncogenesis of
MCF-10A mammary epithelial acini grown in three-dimensional basement
membrane cultures. Methods. 2003;30:256–68.
38. Tait LR, Pauley RJ, Santner SJ, Heppner GH, Heng HH, Rak JW, et al. Dynamic
stromal-epithelial interactions during progression of MCF10DCIS.com
xenografts. Int J Cancer. 2007;120:2127–34.
39. Pauley RJ, Santner SJ, Tait LR, Bright RK, Santen RJ. Regulated CYP19
aromatase transcription in breast stromal fibroblasts. J Clin Endocrinol
Metab. 2000;85:837–46.
40. Sartor CI, Dziubinski ML, Yu CL, Jove R, Ethier SP. Role of epidermal growth
factor receptor and STAT-3 activation in autonomous proliferation of SUM102PT human breast cancer cells. Cancer Res. 1997;57:978–87.
41. Mullins SR, Sameni M, Blum G, Bogyo M, Sloane BF, Moin K. Threedimensional cultures modeling premalignant progression of human breast
epithelial cells: role of cysteine cathepsins. Biol Chem. 2012;393:1405–16.
42. Koblinski JE, Dosescu J, Sameni M, Moin K, Clark K, Sloane BF. Interaction of
human breast fibroblasts with collagen I increases secretion of procathepsin
B. J Biol Chem. 2002;277:32220–7.

Sameni et al. Breast Cancer Research (2017) 19:56

43. Kuperwasser C, Chavarria T, Wu M, Magrane G, Gray JW, Carey L, et al.
Reconstruction of functionally normal and malignant human breast tissues
in mice. Proc Natl Acad Sci U S A. 2004;101:4966–71.
44. Ao M, Franco OE, Park D, Raman D, Williams K, Hayward SW. Cross-talk between
paracrine-acting cytokine and chemokine pathways promotes malignancy in
benign human prostatic epithelium. Cancer Res. 2007;67:4244–53.
45. Downs TR, Wilfinger WW. Fluorometric quantification of DNA in cells and
tissue. Anal Biochem. 1983;131:538–47.
46. Sameni M, Dosescu J, Yamada KM, Sloane BF, Cavallo-Medved D. Functional
live-cell imaging demonstrates that β1-integrin promotes type IV
collagen degradation by breast and prostate cancer cells. Mol Imaging.
2008;7:199–213.
47. Rabbani SA, Ateeq B, Arakelian A, Valentino ML, Shaw DE, Dauffenbach LM,
et al. An anti-urokinase plasminogen activator receptor antibody (ATN-658)
blocks prostate cancer invasion, migration, growth, and experimental
skeletal metastasis in vitro and in vivo. Neoplasia. 2010;12:778–88.
48. Lee JS, Wu Y, Schnepp P, Fang J, Zhang X, Karnovsky A, et al. Proteomics
analysis of rough endoplasmic reticulum in pancreatic β cells. Proteomics.
2015;15:1508–11.
49. Cunha GR, Young P, Hamamoto S, Guzman R, Nandi S. Developmental
response of adult mammary epithelial cells to various fetal and neonatal
mesenchymes. Epithelial Cell Biol. 1992;1:105–18.
50. Bonnans C, Chou J, Werb Z. Remodelling the extracellular matrix in
development and disease. Nat Rev Mol Cell Biol. 2014;15:786–801.
51. Colognato H, Yurchenco PD. Form and function: the laminin family of
heterotrimers. Dev Dyn. 2000;218:213–34.
52. Pyke C, Salo S, Ralfkiaer E, Romer J, Dano K, Tryggvason K. Laminin-5 is a
marker of invading cancer cells in some human carcinomas and is coexpressed
with the receptor for urokinase plasminogen activator in budding cancer cells in
colon adenocarcinomas. Cancer Res. 1995;55:4132–9.
53. Liu S, Yamashita H, Weidow B, Weaver AM, Quaranta V. Laminin-332-β1 integrin
interactions negatively regulate invadopodia. J Cell Physiol. 2010;223:134–42.
54. Kleer CG, Bloushtain-Qimron N, Chen YH, Carrasco D, Hu M, Yao J, et al.
Epithelial and stromal cathepsin K and CXCL14 expression in breast tumor
progression. Clin Cancer Res. 2008;14:5357–67.
55. Adriance MC, Inman JL, Petersen OW, Bissell MJ. Myoepithelial cells: good
fences make good neighbors. Breast Cancer Res. 2005;7:190–7.
56. Duffy MJ. The urokinase plasminogen activator system: role in malignancy.
Curr Pharm Des. 2004;10:39–49.
57. Blasi F, Sidenius N. The urokinase receptor: focused cell surface proteolysis,
cell adhesion and signaling. FEBS Lett. 2010;584:1923–30.
58. Sato S, Kopitz C, Schmalix WA, Muehlenweg B, Kessler H, Schmitt M, et al.
High-affinity urokinase-derived cyclic peptides inhibiting urokinase/
urokinase receptor-interaction: effects on tumor growth and spread. FEBS
Lett. 2002;528:212–6.
59. Magdolen V, Krüger A, Sato S, Nagel J, Sperl S, Reuning U, et al. Inhibition of
the tumor-associated urokinase-type plasminogen activation system: effects
of high-level synthesis of soluble urokinase receptor in ovarian and breast
cancer cells in vitro and in vivo. Recent Results Cancer Res. 2003;162:43–63.
60. Korkaya H, Liu S, Wicha MS. Breast cancer stem cells, cytokine networks, and
the tumor microenvironment. J Clin Invest. 2011;121:3804–9.
61. Cowell CF, Weigelt B, Sakr RA, Ng CK, Hicks J, King TA, et al. Progression
from ductal carcinoma in situ to invasive breast cancer: revisited. Mol Oncol.
2013;7:859–69.
62. Allred DC, Wu Y, Mao S, Nagtegaal ID, Lee S, Perou CM, et al. Ductal
carcinoma in situ and the emergence of diversity during breast cancer
evolution. Clin Cancer Res. 2008;14:370–8.
63. Vargas AC, McCart Reed AE, Waddell N, Lane A, Reid LE, Smart CE, et al.
Gene expression profiling of tumour epithelial and stromal compartments
during breast cancer progression. Breast Cancer Res Treat. 2012;135:153–65.
64. Hu M, Polyak K. Molecular characterisation of the tumour microenvironment
in breast cancer. Eur J Cancer. 2008;44:2760–5.
65. Lesurf R, Aure MR, Mørk HH, Vitelli V. Oslo Breast Cancer Research
Consortium (OSBREAC), Lundgren S, et al. Molecular features of subtypespecific progression from ductal carcinoma in situ to invasive breast cancer.
Cell Rep. 2016;16:1166–79.
66. Man YG, Tai L, Barner R, Vang R, Saenger JS, Shekitka KM, et al. Cell clusters
overlying focally disrupted mammary myoepithelial cell layers and adjacent
cells within the same duct display different immunohistochemical and
genetic features: implications for tumor progression and invasion. Breast
Cancer Res. 2003;5:R231–41.

Page 19 of 19

67. Nielsen BS, Rank F, Illemann M, Lund LR, Dano K. Stromal cells associated
with early invasive foci in human mammary ductal carcinoma in situ
coexpress urokinase and urokinase receptor. Int J Cancer. 2007;120:2086–95.
68. Ronnov-Jessen L, Van Deurs B, Nielsen M, Petersen OW. Identification,
paracrine generation, and possible function of human breast carcinoma
myofibroblasts in culture. In Vitro Cell Dev Biol. 1992;28A:273–83.
69. Grondahl-Hansen J, Christensen IJ, Rosenquist C, Brunner N, Mouridsen HT,
Dano K, et al. High levels of urokinase-type plasminogen activator and its
inhibitor PAI-1 in cytosolic extracts of breast carcinomas are associated with
poor prognosis. Cancer Res. 1993;53:2513–21.
70. Harbeck N, Kates RE, Schmitt M. Clinical relevance of invasion factors
urokinase-type plasminogen activator and plasminogen activator inhibitor
type 1 for individualized therapy decisions in primary breast cancer is
greatest when used in combination. J Clin Oncol. 2002;20:1000–7.
71. Hildenbrand R, Arens N. Protein and mRNA expression of uPAR and PAI-1 in
myoepithelial cells of early breast cancer lesions and normal breast tissue.
Br J Cancer. 2004;91:564–71.
72. Hildenbrand R, Schaaf A. The urokinase-system in tumor tissue stroma of
the breast and breast cancer cell invasion. Int J Oncol. 2009;34:15–23.
73. Deng G, Curriden SA, Wang S, Rosenberg S, Loskutoff DJ. Is plasminogen
activator inhibitor-1 the molecular switch that governs urokinase receptormediated cell adhesion and release? J Cell Biol. 1996;134:1563–71.
74. Hu M, Yao J, Cai L, Bachman KE, van den Brûle F, Velculescu V, et al. Distinct
epigenetic changes in the stromal cells of breast cancers. Nat Genet. 2005;
37:899–905.
75. Gudjonsson T, Ronnov-Jessen L, Villadsen R, Rank F, Bissell MJ, Petersen OW.
Normal and tumor-derived myoepithelial cells differ in their ability to
interact with luminal breast epithelial cells for polarity and basement
membrane deposition. J Cell Sci. 2002;115:39–50.
76. Rudnick JA, Kuperwasser C. Stromal biomarkers in breast cancer
development and progression. Clin Exp Metastasis. 2012;29:663–72.
77. Lee S, Stewart S, Nagtegaal I, Luo J, Wu Y, Colditz G, et al. Differentially
expressed genes regulating the progression of ductal carcinoma in situ to
invasive breast cancer. Cancer Res. 2012;72:4574–86.
78. Sameni M, Tovar EA, Essenburg CJ, Chalasani A, Linklater ES, Borgman A, et
al. Cabozantinib (XL184) inhibits growth and invasion of preclinical TNBC
models. Clin Cancer Res. 2016;22:923–34.

Submit your next manuscript to BioMed Central
and we will help you at every step:
• We accept pre-submission inquiries
• Our selector tool helps you to find the most relevant journal
• We provide round the clock customer support
• Convenient online submission
• Thorough peer review
• Inclusion in PubMed and all major indexing services
• Maximum visibility for your research
Submit your manuscript at
www.biomedcentral.com/submit

